The C-STrap tip contains the SPDP-modified depth filter compartment and the underlying C 18 part -the peptide processing and clean-up is performed in situ. Tryptic digest with enrichment of the cysteine-containing peptides, maximum protein load 50 μg. The method produces 2 peptide fractions -non-Cys and Cys peptides. 
Using a 14 gauge blunt needle, the basic C-STrap tip is constructed by inserting 12 plugs of the pyridyldithiol modified MK360 filter and 3 plugs of the Empore C 18 extraction disk material into a 200 μl pipette tip -similarly to the original STrap tip protocol 1 . O-tube: A 1.5 mL microcentrifuge tube (72.690.001, Sarstedt) with an opening punctured in the tube's lid (alternatively, a pipette tip adapter for microcentrifuge tubes could be used).
The C-STrap tip and O-tube comprise the Spin-unit Filter tips, 10 μl (TF-300-R-S, Axygen)
Methods

Cell lysis and reduction of cysteine residues
Cells are lysed in excess of the Lysis buffer (ca. 1:10 sample-to-Lysis buffer volume ratios) at room temperature. To shear the DNA, the lysate is briefly sonicated with a probe sonicator. DTT solution is added to the final concentration of 20 mM. The extract is heated up at 95 o C for 5 min. The extract is clarified by centrifugation at ~12,000 x g for 10 min.
Preparation of the Trypsin solution
Trypsin solution is prepared prior to the step 2.3 and placed on ice.
Sample processing
1. Pre-heat the heating block to 47 o C. 
(See
Notes:
1. After each centrifugation step make sure that all added solution has gone through the tip.
2. The typical working ratio between the STrapping buffer in the C-STrap tip and the acidified sample is 6:1. The final concentration of the phosphoric acid after addition to the sample is 1.2%.
Only Quartz (OQ) C-STrap method
The tip contains ONLY the SPDP-modified depth filter compartment, there is no underlying C 18 membrane -the peptide clean-up is performed ex situ. The method results in 2 peptide fractions -non-Cys and Cys. The non-Cys fraction could be further fractionated by the ionexchange into 2 fractions. Tryptic digest with enrichment of the cysteine-containing peptides, maximum protein load 50 μg. 
Materials Solutions and Reagents
Methods
Cell lysis and reduction of cysteine residues
Preparation of the Trypsin solution
Sample processing
SAX STAGE tip fractionation into 2 fractions is performed using the 2 reference as a guideline with some modifications
The SAX tip is activated with the consecutive washes of methanol, 1M NaOH, and AmBic.
The non-Cys fraction is loaded onto the tip. The flow-through is collected (SAX1 fraction).
The tip is washed with AmBic. The elution is performed with the SAX elution solution (SAX2 fraction).
The SAX fractions are cleaned-up using the C 18 STAGE tips.
